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Figure S1 Beads were recovered, washed and eluted step-wise with increasing concentrations of KCl. The eluates at 400 mM KCl are shown. The indicated proteins were identified by mass spectrometry. B.
Fluorescence micrographs of GST-Myo5-C ext -coated beads incubated with 1 μM rhodamine-actin and extracts from wt strains expressing genome-edited copies of the indicated GFP fusion proteins. The same beads were photographed using appropriate filters for the GFP and rhodamine fluorescent signals. Magnified areas are shown at the lower panels. C. Fluorescence micrographs of GST-Myo5-C ext -coated beads incubated with 1 μM rhodamine-actin and extracts from a wt strain in the absence (WT) or in the presence of a broad spectrum cocktail of kinase (WT + KI) or phosphatase (WT + PI) inhibitors.
Figure S2 Autoradiography (Autorad.) of a Coomassie-stained SDS-PAGE gel (Coom.) of the indicated GST fusion proteins (Myo5-C ext (A) and Pan1, Sac6, Ede1, Abp1 (B)), incubated with a yeast extract and γ-32 P-ATP. Notice that Pan1 and Ede1 behave similar to the Myo5-C ext in the assay. They are phosphorylated by wt extracts and phosphorylation is impaired in the cka2Δ cka1-13 mutant. Also, overexpression of Cka2 specifically enhances their phosphorylation. Abp1 is phosphorylated by the wt extracts but the main kinase involved is not CK2. Nevertheless, it might be phosphorylated by Cka2 since overexpression of this catalytic CK2 subunit specifically enhances its phosphorylation. Sac6 seems to be phosphorylated by CK2 in wt extracts but overexpression of Cka2 has a minor effect on its phosphorylation, indicating that the phosphorylation of this fragment might be holoenzyme-dependent. The left autoradiography panels are longer exposures. Fluorescence micrographs of cells expressing genome edited CKA2 tagged with 3 copies of GFP and MYO5-mCherry expressed from a centromeric plasmid. The same cells were photographed using the appropriate filters to visualize GFP and mCherry. B. TIRF fluorescence micrographs of 3 second consecutive frames from two-color time-lapse movies of the cells described in A. Bar = 2 m
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Ede1
Eps15 S964 S1096 S1161 S1130 S1131 S1132
LGSQS*DSEN ESVSS*IQES AQPTS*SLEI ESDSSSSDD SDSSSSDDD DSSSSDDDE (Albuquerque et al., 2008; Li et al., 2007; Smolka et al., 2007) High
Epsin S163 T180 S134 GTGRS*DEND ASRLT*AEED TALLSDDER (Albuquerque et al., 2008; Smolka et al., 2007) Medium Medium High Pan1
Intersectin S1135 S1180 S1281 S1435 S1437 T1450 et al., 2007) , (Albuquerque et al., 2008; Ficarro et al., 2002; Smolka et al., 2007) High High High Table S1 . Related to figure 2. Putative CK2 targets of the endocytic machinery.
Putative phospho-sites are highlighted in red. Acidic residues are indicated in green.
Identified phosphorylated residues are followed by an asterisk, and the reference is given.
Supplemental Experimental Procedures Strains and genetic techniques
Details on strain construction are available upon request and strains used are listed below. Strains without plasmids were grown in complete YPD (yeast peptone dextrose) and strains with plasmids were selected on SDC (synthetic dextrose complete) lacking the appropriate nutrient (Dulic et al., 1991) at 30 o C. Scoring of genetic markers was performed as described (Sherman et al., 1974) . Transformation of yeast was accomplished by the lithium acetate method (Ito et al., 1983) . All tagged versions of yeast genes used in this study complemented the growth defects of the corresponding knock out strains.
DNA techniques and plasmid construction
Details on plasmid construction are available upon request and plasmids used are listed below. DNA manipulations were performed as described (Sambrook et al., 1989) .
Enzymes for molecular biology were obtained from New England Biolabs. Plasmids were purified with the Nucleospin plasmid purification kit (Macherey-Nagel). DNA was purified from agarose gels using the gel extraction kit from Qiagen. Transformation of E. coli was performed by electroporation (Dower et al., 1988) . PCRs were performed with a Vent polymerase (New England Biolabs) and a TRIO-thermoblock (Biometra GmbH).
Oligonucletides were synthesized by Interactiva.
SDS-PAGE, Native PAGE, immunoblots and antibodies
SDS-PAGE was performed as described (Laemmli, 1970 ) using a minigel system (Bio-Rad Laboratories). High and low range SDS-PAGE molecular weight standards (BioRad Laboratories) were used for denaturing gels. Protein concentration was determined with the Bio-Rad Assay (Bio-Rad Laboratories). Immunoblots were performed as described (Geli et al., 1998) except that transfer of Gas1 was done overnight in the absence of methanol at 60 mA. Native PAGE was performed using the 3-12% Bis-Tris gel system 
Purification of yeast PM
The isolation of PM and cytosolic fractions were performed based on (Serrano, 1988) and (Grotsch et al., 2010) . Briefly, one litter of yeast cells in logarithmic growth phase was pelleted and glass bead-lysed in LB (25 mM Tris, pH 8.5, 5 mM EDTA) in the presence of protease inhibitors (0.5 mM PMSF, 1μg/ml aprotinin, 1μg/ml pepstatin, 1μg/ml leupeptin, 1μg/ml antipain). Unbroken cells and cell debris were eliminated by centrifugation at 700 g and the supernatant was recovered (supernatant A). The pellet was resuspended in BB (10 mM Tris, pH 7.5, 0.2 mM EDTA, 0.2 mM DTT) containing 0.5 mM PMSF. After centrifugation at 700 g, the supernatant (supernatant B) was mixed with the same volume of supernatant A and the combined supernatants (= Total) were centrifuged in a swing out rotor (JS-13.1, Beckman) at 20,000 g for 20 min at 4°C. The supernatant was collected (= precytosol) and the pellet was resuspended in breakage buffer containing 0.5 mM PMSF and applied to a discontinuous sucrose gradient made of 9 ml of 53% (w/w) and 18 ml of 43% sucrose in BB in an Ultra-Clear ultracentrifuge tube (#344058, Beckman). Centrifugation was carried out in a SW-28 Beckman rotor at 100,000 g for 3h at 4°C. The 43% / 53% interphase of the sucrose gradient was recovered, diluted with 6 volumes of water and the PM was recovered by centrifugation at 80,000 g for 20 min at 4°C. To obtain the cytosol, the precytosol was cleared from membranes by centrifugation in a SW-28 Beckman rotor at 100,000 g for 3h at 4°C and the supernatant was recovered.
Preparation of liposomes
Liposomes were produced by mixing appropriate quantities of phospholipids dissolved in chloroform, followed by evaporation of the chloroform under nitrogen gas.
Lipid mixtures were dried under a vacuum and rehydrated with 500 ȝl IP buffer + 1.5%
BSA to a final concentration of 1 mM. Liposomes were extruded through 400 nm diameter 
Two hybrid assay
The Interaction Trap two-hybrid system was used (Gyuris et al., 1993) . Plasmids pEG202, pJG4-5, pSH18-34 and the strain EGY48 were kindly provided by Dr. Brent. To measure ȕ-galactosidase activity, EGY48 cells bearing the lexAop-lacZ reporter plasmid pSH18-34 were co-transformed with the appropriate pEG202 and pJG4-5 derived plasmids 
In vitro actin polymerization assay
The actin polymerization assay was performed as described (Geli et al., 2000) . Briefly, Low
Speed Pelleted (LSP) yeast extracts prepared in XB (10 mM HEPES pH 7.7, 100 mM KCl, 2 mM MgCl 2 , 0.1 mM CaCl 2 , 5 mM EGTA, 1 mM DTT, 1 mM ATP) containing 50 mM sucrose and clarified at 13000 g (Idrissi et al., 2002) , were mixed with an actin regenerating system (1 mg/ml creatine kinase, 1 mM ATP, 1 mM MgCl 2 , 40 mM creatine phosphate) and 0.5 ȝM rhodamine-actin (APHR-C, Cytoskeleton, Inc.) from human platelet (non-muscle).
The polymerization reaction was initiated by adding glutathione-Sepharose beads coated with the GST fusion construct bearing the C-terminal extension (aa 982 to 1219) of the wt Myo5 or the indicated S1205 mutants. Samples were incubated at room temperature (26 o C)
for 10 min and visualized using a fluorescence microscope. GST fusion proteins for the in vitro actin polymerization assay were purified from E. coli, so that the final amount of recombinant protein was 1 ȝg/ȝl of 50 % guthatione-Sepharose beads. Actin foci were counted on a 25 x 25 ȝm 2 surface area of at least 10 different beads per at least 3 independent experiments. The actin foci density was normalized with respect to the average density of actin foci generated on beads coated with GST-Myo5-C ext (Myo5-C ext ) and incubated with extracts from the isogenic wt. Statistical analysis was performed using the two-tailed Student's T-test. Broad spectrum phosphatase inhibitors (10 mM sodium pyrophosphate, 10 mM NaN 3, 10 mM NaF, 0.4 mM EDTA, 0.4 mM NaVO 3, 0.4 mM Na 3 VO 4, 2 ȝM cyclosporin A and 0.5 ȝM okadaic acid) or kinase inhibitors (4 ȝM K252A and 1mM A3) were added when indicated.
PIP strip overlay
PIP strip overlays were performed using PIP lipid strips (p-6001,Echelon) Strips were blocked with 3% fatty acid free BSA ( The Lucifer yellow uptake was performed as described (Dulic et al., 1991) . Briefly, cells grown to logarithmic phase were incubated in the presence of 40 ȝg/ȝl of Lucifer yellow in YPD for 1 hour at 30°C, washed in ice-cold 50 mM NaPO4 pH 7.5 containing 10 mM NaN 3 and 10 mM NaF and observed under the fluorescence microscope.
For TIRF microscopy, cells were immobilized on poly-Lysine coated coverslips in minimal SDC-media and images were taken using an Olympus IX81 microscope with a 100×/1.45 NA objective and 488 and 561 nm lasers to detect CKA2-3GFP and Myo5-mCherry, respectively. Images were acquired every 3 seconds using a Hamamatsu Orca-ER camera and the Xcellence acquisition software.
